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ABSTRACT 
Colistin resistance is an emerging threat. Here, we presented the development of colistin 
resistance in A. baumannii after colistin use on a disease course of a patient. To mimic the 
effects of colistin in laboratory conditions, three colistin susceptible A.baumannii isolated 
from the patient were exposed daily to colistin for up to 40 days. The colistin MICs and 
pmrABC expressions of each generation were studied. After 25 days of colistin treatment, 
colistin-resistant A. baumannii was isolated from the intra-abdominal fluid of the patient. 
During the in vitro study, the expressions of pmrCAB reached the highest level at the 
generation that corresponds to the duration of colistin therapy on the isolation day of the 
isolate. 


n conclusion, the duration of colistin exposure is critical for the development of colistin 
resistance. A. baumannii can develop a stable colistin-resistant phenotype with elevated 
MICs and upregulated pmrCAB operon after three weeks of colistin exposure. 
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various regions of the world such as Asia, Europe, and North and South America 
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METHODS 


Case History 

A 45-year-old woman had a stab wound caused 
by a sharp object penetration of the abdominal 
and thoracic walls. Two days after abdominal 
and thoracic surgery in another hospital, she was 
transferred to our intensive care unit (ICU). On the 
third day of hospitalization, her body temperature 
was elevated, and her white blood cell count was 
27,280 /yL, C-reactive protein was 356.9 mg/L 
and procalcitonin was 0.86 ng/mL. Carbapenem- 
resistant A. baumannii (CarR-AB) was isolated from 
the cultures of sputum and abdominal drainage on 
the fifth day. Colistin 300 mg/day and meropenem 
three g/day were started, but clinical and laboratory 
responses were poor. On the 15th day of hospita 
stay, CarR-AB was isolated again from abdomina 
drainage. Meropenem was switched to tigecycline 
100 mg/day, and colistin was maintained. On the 
29th day, antibiotic treatment was stopped based 
on clinical and laboratory findings. On the 38th day, 
colistin-resistant A. baumannii was isolated from 
the abdominal drainage. A. baumannii was only 
susceptible to tigecycline and amikacin. Colistin 300 
mg/day and tigecycline 100 mg/day were started, 
however, colistin was switched to amikacin in the 
48th day because of the generalized itching that 
does not respond to anti-histaminic treatment. 
During the therapy with amikacin and tigecycline, 
she had generalized tonic-clonic seizures probably 
associated with amikacin on the 50th day. She had 
no fever, her white blood cell count was 12,420 /uL, 
C-reactive protein was 30.4 mg/L and procalcitonin 
was 0.24ng/mL on the seizure day, and antimicrobial 
treatment was stopped. In the following days, she 
had no fever, and she was discharged on the 72nd 
day of hospitalization. At year 1 of follow-up, the 
patient was completely free of symptoms. At year 2 
of follow-up, she was completely well, and follow-up 
aboratory tests were within normal limits. 


Microbiological Studies 

Four colistin susceptible A. baumannii from sputum 
K399, K411) and intra-abdominal fluid (IAF) (K408, 
K412) were isolated. After 25 days of colistin use, a 
colistin-resistant A. baumannii (K409) was isolated 
from IAF. The clonal relatedness of the isolates was 
determined by the repetitive PCR (rep-PCR) based 
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Diversilab system (Biomerux, France). The colistin 
minimum inhibitory concentration (MIC) of each 
isolate was determined by broth microdilution 
following the Clinical Laboratory Standards Institute 
guidelines (4). 


The four colistin susceptible isolates were sub- 
cultured daily on Mueller Hinton agar (MHA) (Becton, 
Dickinson and Company, U.S.) containing 1 pg/mL 
colistin until the 40th generation. All generations 
were tested for colistin MIC’s and alterations in 
pmrCAB and Lpx genes. Mutations in lpxA, IpxC, IpxD, 
and pmrCAB were detected by Sanger Sequencing 
(Applied Biosystems ABI 3500) using previously 
described primers (5, 6). ABI files were analyzed in 
Applied Maths Bionumerics version 7.5 Software 
(Biomerieux, France). The expressions of pmrCAB 
were studied by qRT PCR (LightCycler 480 II, Roche, 
Germany) using previously described primers (5, 
6). The housekeeping gene was 16SrRNA, and A. 
baumannii ATCC 19606 was used to normalize Ct 
values. Carbapenemase typing and mcr-1 positivity 
were studied by PCR. 


RESULTS 


The clinical progression of the patient is shown in 
Figure 1. After initiating the colistin therapy, two 
susceptible isolates (K399 and K408) were detected 
on the 9th and 15th days. The colistin-resistant 
A. baumannii (K409) was isolated after 25 days of 
therapy. All the isolates were clonally related with 
>95% similarity and positive for blaOXA-23. No mcr-1 
was detected. In the colistin-resistant isolate (K409), 
multiple insertions were found in different regions 
of pmrA, pmrB, pmrC, lpxA, IpxC, and lpxD genes. The 
pmrA, pmrB, and pmrC genes were also found to be 
1.6, 1.74 and 1.72-fold overexpressed compared to 
the susceptible K408, respectively. 


HIGHLIGHTS 


e Colistin resistance in A.baumannii is induced dur- 
ing colistin therapy. 


e Three weeks of colistin exposure causes selection 
of colistin resistant variants. 
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Figure 1. The clinical progression of the patient from admission to discharge of the hospital. The K411 and K412 were isolated before 
colistin treatment, K408 and K399 were at the 9" and 15" days of the therapy. The colistin-resistant K409 was isolated five days after 


stopping 25 days of colistin therapy. 
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In the laboratory, the pmrCAB expressions o 
susceptible isolates were significantly induced at 
the generations that correspond to the 26th day of 
colistin exposure which was the 11th generation for 
K399, the 17th generation for K408, and the 26th 
day for K412. Colistin MIC’s increased above 2 mg/L 
after the first generation and the highest MIC of all 
generations was 8 mg/L (Figure 2). 


DISCUSSION 


Colistin is one of the last resorts treating of MDR A. 
baumannii infections; however, resistance against 
colistin is increasing rapidly (7). Many researchers 
reported the development of colistin resistance 
either in a laboratory environment or in clinical 
settings; however, the causes of resistance are still 
not well known. This study focuses on colistin 
resistance mechanisms of A. baumannii induced by 
in-vivo and in-vitro colistin exposure. 


In our study, after 25 days of colistin treatment, 
colistin-resistant A. baumannii was isolated from 
the intra-abdominal fluid of the patient. Colistin 
exposure is found to be the main nsk factor for 


the development of colistin resistance by previous 
studies (2, 8). We mimicked the effects of colistin 
exposure in the laboratory by measuring MIC and 
expressions of pmrCAB. After the first passage in 
the laboratory, colistin MIC increased above the 
resistance breakpoint (>2 mg/L). (Figure 2). A recent 
study also reported phenotypically colistin-resistant 
mutants of A. baumannii obtained after 24 hours of 
colistin exposure (9). However, after the 25th day 
of colistin therapy, we isolated colistin-resistant A. 
baumannii from the patient. Molecular analyses of 
generations in the laboratory supported this finding, 
andthe expressions of pmrCABin generations reached 
the highest level at the 11th generation of K399, 17th 
generation of K408 and 26th generation of K411, 
which were closely corresponded to the duration 
of therapy (Figure 2). The development of colistin 
resistance is an adaptation to environmental stress 
(10); therefore, it needs a period for the regulation of 
genetic and metabolic activities. It was shown that 
mutations and regulation of expression patterns 
are gained by stress-exposed bacteria in a certain 
period (11). Lee and colleagues investigated induced 
colistin resistance in P. aeruginosa and found that six 
days of 4 mg/L of colistin exposure was sufficient to 
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gain colistin-resistant phenotype in vitro (12). The 
expressions of pmrA, pmrB and pmrC genes of colistin- 
resistant (K409) isolate were also found to be 1.6, 
1.74 and 1.72-fold higher compared to susceptible 
one, respectively. Beceiro et al. reported increased 
expression of pmrA (4- to 13-fold), pmrB (2- to 7-fold) 
and pmrC (1- to 3-fold) in resistant A. baumannii (6). 
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We conclude that the duration of colistin exposure 
is critical for the adaptation and establishment 
of colistin-resistant phenotype. A. baumannii can 
develop a stable colistin-resistant phenotype with 
elevated MICs and upregulated pmrCAB operon after 
three weeks of colistin exposure. 


K399 (preexp: 15 days) 
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Figure 2. The MIC levels and pmrCAB expressions of selected subculture generations of susceptible isolates under colistin exposure. 
Red texts indicate the generation that corresponds to the clinical colistin exposure time. 


Oralkan et al. 


136 


Infect Dis Clin Microbiol 2020; 2(3): 133-137 


Ethical Approval: Kog¢ University Ethical Committee for Research 
Studies approved the study with the decision number of 2018.046. 
IRB2.009. 

Informed Consent: Written consent was obtained from the patient. 


Peer-review: Externally peer-reviewed 


Author Contributions: Concept - F.C., $.K., O.E.; Design - F.C., $.K., 
O.E., E.0.; Supervision - E.0., F.C., $.K.; Fundings - F.C., $.K.; Materials 


- §.K., O.£.; Data Collection and/or Processing - $.K., E.0.; Analysis 
and/or Interpretation - $.K., E.0., O.E., F.C.; Literature Review - E.0., 
S.K.; Writer - O.E., F.C.; Critical Reviews - F.C., E.0., $.K. OE. 


Conflict of Interest: The authors have no conflict of interest to 
declare. 


Financial Disclosure: The authors declared that this study has 
received no financial support. 


REFERENCES 


1 Giamarellou H. Epidemiology of infections caused by poly- 
myxin-resistant pathogens. Int J Antimicrob Agents 2016; 48: 
614-21. 


2  Macesic N, Green D, Wang Z, Sullivan SB, Shim K, Park S, et 
al. Detection of mcr-1-carrying Escherichia coli causing blood- 
stream infection in a New York City hospital: avian origins, hu- 
man concerns? Open Forum Infect Dis 2017; 4: ofx115. 


3 Hua X, Liu L, Fang Y, Shi Q, Li X, Chen Q, et al. Colistin resis- 
tance in Acinetobacter baumannii MDR-ZJ06 revealed by a 
multiomics approach. Front Cell Infect Microbiol 2017; 7: 45. 


4 Clinical and Laboratory Standards Institute. Performance 
standards for Antimicrobial Susceptibility Testing: 20th Infor- 


mational Supplement. Wayne, PA: CLSI. 2010. 


5 Moffatt JH, Harper M, Harrison P, Hale JD, Vinogradov E, See- 
mann T, et al. Colistin resistance in Acinetobacter baumannii 
is mediated by complete loss of lipopolysaccharide production. 
Antimicrob Agents Chemother 2010; 54: 4971-7. 


6 Beceiro A, Llobet E, Aranda J, Bengoechea JA, Doumith M, Horn- 
sey M, et al. Phosphoethanolamine modification of lipid A in 


colistin-resistant variants of Acinetobacter baumannii medi- 
ated by the pmrAB two-component regulatory system. Anti- 
microb Agents Chemother 2011; 55: 3370-9. 


7 Ergonul O, Aydin M, Azap A, Basaran S, Tekin S, Kaya §, et al. 
Healthcare-associated Gram-negative bloodstream infections: 
antibiotic resistance and predictors of mortality. J Hosp Infect 
2016; 94: 381-5. 


8 Matthaiou DK, Michalopoulos A, Rafailidis Pl, Karageorgopou- 
los DE, Papaioannou V, Ntani G, et al. Risk factors associated 
with the isolation of colistin-resistant gram-negative bacteria: 
a matched case-control study. Crit Care Med 2008; 36: 807-11. 


9 Charretier Y, Diene SM, Baud D, Chatellier S, Santiago-Allexant 
E, van Belkum A, et al. Colistin heteroresistance and involve- 
ment of the PmrAB regulatory system in Acinetobacter bau- 
mannii. Antimicrob Agents Chemother 2018; 62: e00788-18. 


10 Macesic N, Nelson B, Uhlemann AC. Colistin resistance in car- 
bapenem-resistant Klebsiella pneumoniae: de novo or drug 
exposure? Clin Infect Dis 2017; 65: 702-3. 


11 Thi Khanh Nhu N, Riordan DW, Do Hoang Nhu T, Thanh DP, 
Thwaites G, Huong Lan NP, et al. The induction and identifi- 


cation of novel colistin resistance mutations in Acinetobacter 
baumannii and their implications. Sci Rep 2016; 6: 28291. 

12 Lee JY, Park YK, Chung ES, Na IY, Ko KS. Evolved resistance to 
colistin and its loss due to genetic reversion in Pseudomonas 
aeruginosa. Sci Rep 2016; 6: 25543. 


This work is licensed under a Creative Commons Attribution-Non Commercial 4.0 International License. 


137 


